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The purpose of this study is to examine the influence of acute progressive hypoxia on cardiovascular variability and striatal dopamine
(DA) levels in conscious, spontaneously hypertensive rats (SHR) and Wistar Kyoto rats (WKY). After preparation for measurement, the
inspired oxygen concentration of rats was decreased to 10% within 5 min (descent stage), maintained at 10% for 10 min (fixed stage), and
then elevated back to 20% over 5 min (recovery stage). The systolic blood pressure (SBP) and heart rate (HR) variability at each stage was
calculated to evaluate the autonomic nervous system response using the wavelet method. Striatal DA during each stage was measured using
in vivo microdialysis. We found that SHR showed a more profound hemodynamic response to progressive hypoxia as compared to WKY.
Cardiac parasympathetic activity in SHR was significantly inhibited by acute progressive hypoxia during all stages, as shown by the decrease
in the high frequency band of HR variability (HR-HF), along with transient increase in sympathetic activity during the early hypoxic phase.
This decrease in the HR-HF continued even when SBP was elevated. Striatal DA levels showed the transient similar elevation in both groups.
These findings suggest that acute progressive hypoxic stress in SHR inhibits cardiac parasympathetic activity through reduction of
baroreceptor reflex sensitivity, with potentially severe deleterious effects on circulation, in particular on HR and circulatory control.
Furthermore, it is thought that the influence of acute progressive hypoxia on striatal DA levels is similar in SHR and WKY.
© 2008 Elsevier B.V. Open access under CC BY license.Keywords: Acute progressive hypoxia; Autonomic nervous activity; Variability; Striatal dopamine; Spontaneous hypertensive rats; Wavelet1. Introduction
Hypoxia is one of the most potent stressors to the body.
Diminution of oxygen tension in inspired gas not only
stimulates ventilation through activation of the respiratory
center and chemoreceptors, but also affects the autonomic
nervous system (ANS).
Several animal studies conducted to assess the cardiovas-
cular autonomic responses to hypoxia have shown variable
results, probably due to different experimental settings such as
the type and severity of hypoxic exposure and the method and
depth of anesthesia. (Murasato et al., 1998; Hirakawa et al.,
1997; Fukuda et al., 1989; Marshall and Metcalfe, 1988;⁎ Corresponding author. Tel.: +81 6 6879 2972; fax: +81 6 6879 2975.
E-mail address: smit@dent.osaka-u.ac.jp (M. Sugimura).
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Open access under CC BY license.Kawaguchi et al., 2005). Marshall and Metcalfe (1988)
reported that a 3-min period of graded systemic hypoxia
obtained by decreasing the fraction of inspired oxygen (FIO2)
from 0.21 to 0.03 caused a fall in mean arterial pressure with a
transient increase in heart rate (HR) in spontaneously breathing
anesthetized rats. However, we believe that it is difficult to
determine the isolated influence of acute hypoxia on the ANS
under general anesthesia. In contrast, Kawaguchi et al. (2005)
showed that chronic hypoxia with an FIO2 of 0.1 for 3 weeks
caused attenuation of sympathetic nervous system activity and
enhancement of parasympathetic nervous system activity in
conscious rats. Their study did not capture the effects of
moment-to-moment changes in FiO2 as occurs with acute
progressive hypoxia in the conscious state. Although most
studies have investigated the effects of acute hypoxia under
anesthesia or chronic hypoxia in the conscious state as stated
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progressive hypoxia in conscious rats, particularly in hyper-
tensive animals, is not yet understood.
Moreover, although it has been shown that central nervous
system (CNS) activity is sensitive and vulnerable to hypoxic
stress (Smith et al., 1984; Banasiak et al., 2000; Tuor et al.,
2001), the time course of changes in CNS activity during acute
progressive hypoxia is poorly understood. Furthermore, it has
been reported that brain dopamine (DA) level, especially in the
striatum and hippocampus, increases under oxygen-deprived
conditions and the increase of DA levels induces harmful
effects, including abetment of irreversible neural death
(Nakajima et al., 1996; Busto et al., 1985; Globus et al.,
1988; Globus et al., 1987; Masuda and Ito, 1993; Smith et al.,
1984; Hedner and Lundborg, 1979). It has also been shown
that increase of DA could lead to motor disturbances,
behavioral abnormalities and learning disabilities over the
long run (Lun et al., 1986; Erinoff et al., 1979; Hagberg et al.,
1981). Based on these observations, it is considered that
striatal DA is an indicator of hypoxic stress.
The purpose of this study was to examine the influence of
acute progressive hypoxia on cardiovascular variability and
striatal dopamine (DA) levels in Wistar Kyoto rats (WKY)
and spontaneously hypertensive rats (SHR). The present
study was designed to minimize surgical stress and was
performed using freely moving conscious rats to determine
the isolated influence of acute hypoxia on ANS activity and
DA levels. Arterial BP and HR variability were calculated to
evaluate the autonomic response, although the quantitative
estimation method we used is somewhat controversial.
We used power spectral analysis with the wavelet (WT)
method to estimate cardiovascular variability in this study
because of its high time resolution (Akselrod et al., 1981;
Kochs et al., 2001; Suzuki et al., 2003; Pichot et al., 1999;
Ivanov et al., 1996). Though fast Fourier transform (FFT) has
been used to analyze variability universally, it does not offer an
easy assessment of transient autonomic alterations because of
limitations inherent to stationary signals. WT is a method of
resolving these limitations in conventional frequency-domain
analysis such as FFT because this method does not require
stability. Therefore, we believe that analyzing HR-HF and
SBP-LF by the WT method can be used to assess rapid and
complex fluctuations in the ANS during acute progressive
hypoxia (Kawaguchi et al., 2005). Striatal DA, that was used
just as an index of the hypoxic stress in the CNS, wasmeasured
using in vivo microdialysis and subsequent high performance
liquid chromatography with electrochemical detection (HPLC-
ECD) for 5-min on-linemonitoring,which had been previously
impossible (Nakajima et al., 1996; Globus et al., 1988).
2. Materials and methods
2.1. Animals and housing
The study protocol for animal experiments was approved
by the Institute of Experimental Animal Sciences, OsakaUniversity Graduate School of Dentistry, and carried out in
accordance with the National Institutes of Health Guide for
the Care and Use of Laboratory Animals (NIH Publications
No. 80-23), revised in 1996. All efforts were made to
minimize the number of animals used and their suffering.
Twelve-week-old male SHR, as the study group, and
WKY serving as control (n=12 in each group, each
weighing 250–300 g, Japan SLC, Shizuoka, Japan) were
housed in individual cages, with food and water available ad
libitum, under a 12-h light-dark cycle (lights on at 7:00 a.m.)
at a constant temperature of 23+/−1 °C.
2.2. Surgical preparation
Rats were anesthetizedwith sodium pentobarbital (50mg/kg,
intraperitoneally, Schering–Plough Animal Health Co.,
Tokyo, Japan), and a catheter was inserted into the femoral
artery for continuous measurement of blood pressure (BP).
The distal end of the catheter was then tunneled subcuta-
neously and pulled out from the dorsal aspect of the neck for
data sampling under free-moving, wakeful conditions.
Heparinization for three days, from the time of catheter
insertion to the day of the experiment, was used to maintain
catheter patency (Nagai et al., 2003). After arterial catheter-
ization, the animals were placed in a stereotaxic apparatus (SR-
6, NARISHIGE™, Tokyo, Japan), and a guide cannula (AG-8
type™, Eicom, Kyoto, Japan) for in vivo microdialysis and
measurement of striatal DA levels was implanted into the right
dorsal striatum of the brain with the following coordinates
relative to the bregma: A+0.2 mm; R+2.8 mm; V−3.4 mm,
according to the atlas of Paxinos and Watson (1986).
Throughout the surgical and study periods, and the interval
in between, there were no significant gains and losses of
weight in the rats.
2.3. Experimental procedures
All experiments were commenced at 9 a.m. to minimize
circadian fluctuations. After recovering from instrumenta-
tion for 72 h, the stylet from the guide cannula was removed
and replaced by a dialysis probe (A-I-8-02 type™, Eicom,
Kyoto, Japan), the probe being secured to the guide cannula
with a screw, and perfused with modified Ringer's solution
(NaCl 147 mM, CaCl2 1.2 mM,MgCl2 1.1 mM; pH 7.4) at a
rate of 2.0 ml/min. The outflow was connected by Teflon
tubing to a high performance liquid chromatography with
electrochemical detection system (HPLC-ECD) (HTEC-
500™, Eicom, Kyoto, Japan) for 5-min on-line monitoring
of DA levels from the dorsal striatum. The arterial catheter
was connected to BP measuring equipment (Pressure
monitoring kit, LIFE KIT™, NIHON KOHDEN, Tokyo,
Japan). Each rat was then placed in a transparent, brownish-
red, airtight, acrylic chamber (30×30×50 cm) that had two
holes, each 1.0 cm in diameter, one at the bottom of a side
wall of the chamber and the other at the top of the opposite
side wall. A gas mixture supply system and gas evacuation
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respectively. The temperature in the chamber was main-
tained at 23 to 24 °C. The rats were allowed to acclimatize to
the chamber for 120 min, with the chamber semi-open and
the rats' breathing room air, basal DA being measured and
confirmed to be stable at this time. The BP and DA level
monitoring tubes were bundled together in a group by a
rotating joint (Swivel unit™, SSU-20, Eicom, Kyoto,
Japan) and passed through the top panel of the chamber.
The gas chamber was then sealed and a gas mixture
containing 20% oxygen and 80% nitrogen was supplied to
the airtight chamber at the rate of 10 l/min for baseline
sampling. After obtaining baseline values of systolic BP
(SBP), HR and DA over 60 min under freely moving, awake
conditions, the rats were exposed to progressive hypoxia,
the oxygen concentration in the chamber being measured
continuously using a multi-gas monitor (Narcotica™, HC-
510, FUKUDA DENSHI CO., LTD., Tokyo, Japan). The
oxygen concentration in the chamber was decreased to 10%
within 5 min (descent stage), maintained at 10% for 10 min
(fixed stage), and then returned to 20% over 5 min (recovery
stage). SBP and HR were sampled at a total of 6 time points
during this period: at the attainment of FIO2=0.15 and
immediately after the attainment of FIO2=0.1, (descent
stage), 5 and 10 min after the attainment of FIO2=0.1 (fixed
stage), and at the re-attainment of FIO2=0.15 and immedi-
ately after the attainment of FIO2=0.2 (recovery stage), for
comparison with the baseline. DA values were measured
every 5 min by sampling 8 perfusates (1 during the descent
stage, 2 during the fixed stage and 5 during the recovery
stage), and the values were compared with basal levels. The
respiratory frequency of each rat was counted by visual
observation for 10 s during each stage, and the correspond-
ing 1 min rate calculated and recorded. For analysis ofFig. 1. Changes in heart rate with variation in FIO2, mean+/−SE, n=12 in each gro
vs WKY, #: pb0.05 significant interaction (different response between SHR and Warterial blood gases, the rats were subjected to a second cycle
of similar levels of hypoxic stress an hour after each
experiment and 0.5 ml of blood was drawn during the
control period and the late fixed stage in the second hypoxic
round, to rule out the influence of data sampling on
cardiovascular variability. Blood samples were analyzed
for pH, PaO2 and PaCO2 with a gas analyzer (ABL-30™,
Radiometer, Denmark). After the study, all rats were
euthanized under deep anesthesia with sevoflurane inhala-
tion in a small plastic Tupperware™ container.
2.4. Data recording and analysis
The peak value of BP for each cardiac cycle was sampled as
the SBP from artifact-free digitized signals at 1000 Hz, using
the wavelet method in real-time with an on-line processing
system (Sugimura et al., 2006; Nagai et al., 2003). HR was
calculated from the number of peaks in the pressurewaveform.
Data for SBP and HR were analyzed by power spectral
analysis using commercially available software for rats
(Fluclet™, Dainippon Sumitomo Pharmaceutical Co., Ltd.,
Osaka, Japan, wavelet method), whereby SBP was auto-
matically separated into two frequency bands: a low frequency
band (LF: 0.25–0.75 Hz) and a high frequency band (HF:
0.75–3.0 Hz). The LF band of SBP variability (SBP-LF) is
believed to be a good marker of sympathetic activity in
peripheral arteries, although some studies have also shown that
SBP-LF reflects overall BP regulatory activity (Japundzic
et al., 1990; Baujard et al., 1996; Kawaguchi et al., 2005). On
the other hand, it is well known that the HF band of HR
variability (HR-HF) reflects activity of the cardiac parasympa-
thetic system (Akselrod et al., 1981; Kochs et al., 2001; Suzuki
et al., 2003: Pichot et al., 1999; Ivanov et al., 1996; Nagai et al.,
2003; Brown et al., 1994; Cerutti et al., 1991; Pagani et al.,up, *: pb0.05 vs baseline (20%), **: pb0.01 vs baseline (20%), +: pb0.05
KY).
Fig. 2. Changes in systolic blood pressure with variation in FIO2, +/−SE, n=12 in each group, *:pb0.05 vs baseline (20%), **: pb0.01 vs baseline (20%), ++:
pb0.01 vs WKY, ##: pb0.01 significant interaction (different response between SHR and WKY).
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et al., 1985). A short review of wavelet-based signal analysis is
presented in Appendix A.
2.5. Statistical analysis
All data, expressed as mean+/−SE, were analyzed by
SPSS. Student's t-test was used to compare mean hemody-
namic and autonomic activity between SHR and WKY,
while the effects of hypoxia on SBP and HR variables were
evaluated by two-way repeated measures ANOVA. TheFig. 3. Changes in SBP-LF with variation in FIO2, mean+/−SE, n=12 in each grou
vs WKY, #: pb0.05 significant interaction (different response between SHR and WDunnett method was used for multiple comparisons. pb0.05
was considered significant in all statistical analyses.
3. Results
3.1. Influence of progressive hypoxia on HR and SBP
There were significant differences in the variation
patterns of HR and SBP between SHR and WKY
(ANOVA for repeated measures: significant interaction of
pb0.05 for HR and pb0.01 for SBP, Figs. 1,2). Additionally,p, *: pb0.05 vs baseline (20%), **: pb0.01 vs baseline (20%), ++: pb0.01
KY).
Fig. 4. Changes in HR-HF with variation in FIO2, mean+/−SE, n=12 in each group, *: pb0.05 vs baseline (20%), **: pb0.01 vs baseline (20%), +: pb0.05 vs
WKY, #: pb0.05 significant interaction (different response between SHR and WKY).
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WKY (unpaired t-test: pb0.01 vs WKY in SBP, Fig. 2).
Fig. 1 shows the changes in HR of SHR and WKY with
hypoxia. TheHR of both groups increased significantly during
the descent, fixed and recovery stages, compared to baseline
values (ANOVA for repeated measures: pb0.05 or pb0.01 in
SHR and WKYvs baseline). SHR showed a more remarkable
increase in HR thanWKY 5min into the fixed stage (unpaired
t-test: pb0.05 vs WKY, Fig. 1). SBP of both groups rose
transiently from the baseline during the descent and early fixed
stages (ANOVA for repeated measures: pb0.05 in SHR andFig. 5. Changes in striatal dopamine levels with variation in FIO2, mepb0.01 in WKY vs each baseline, Fig. 2), before decreasing
back towards baseline values during the late fixed stage. SBP
of SHR decreased significantly below baseline in the late fixed
and recovery stages (ANOVA for repeated measures: pb0.05
or pb0.01 in SHR vs baseline).
3.2. Power spectral analysis of HR and SBP variability by
wavelet method
There were significant differences in the variation patterns
of SBP-LF and HR-HF between SHR andWKY (ANOVA foran+/−SE, n=12 in each group, **: pb0.01 vs baseline (20%).
Table 1
Changes in respiratory frequency and arterial blood gas analysis
Baseline During the late
fixed stage
Respiratory frequency
(breaths/min)
SHR 87.3±2.2 192.6±9.7 **
WKY 76.2±2.3 143.2±10.2 *
Arterial blood
gas analysis
pH SHR 7.389±0.022 7.582±0.021 *
WKY 7.403±0.017 7.550±0.016 *
PaCO2
(mm Hg)
SHR 37.4±0.60 16.7±1.8 **
WKY 38.4±0.10 21.7±1.3 **
PaO2
(mm Hg)
SHR 94.7±1.9 37.8±4.5 **
WKY 95.2±1.4 42.8±4.0 **
Data are expressed as the mean±SE. * pb0.01 vs baseline or ** pb0.001 vs
baseline. Respiratory frequency increased significantly in SHR and WKY
with development of hypocapnic hypoxia, followed by respiratory alkalosis
during the late fixed stage.
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LF, HR-HF, Figs. 3, 4). In addition, baseline values of SBP-LF
in SHR were consistently higher than those in each WKY
(Unpaired t-test: pb0.01 vs WKY in SBP-LF, Fig. 3).
Fig. 3 shows the SBP-LF amplitude component in SHR
and WKY. There was a significant difference in baseline
SBP-LF amplitude between the two groups. The SBP-LF
amplitude of both groups increased significantly during the
late descent and early fixed stages (ANOVA for repeated
measures: pb0.05 or pb0.01 in SHR and WKYvs baseline).
In addition, the SBP-LF amplitude in WKY increased more
markedly than in SHR during the late descent stage, this
difference between the 2 groups disappearing with the
attainment of FiO2=1. (Unpaired t-test: pb0.01 vs WKY in
SBP-LF, Fig. 3). The HR-HF amplitude of SHR showed a
significant decrease during the descent, fixed and recovery
stages (ANOVA for repeated measures: pb0.05 or pb0.01
in SHR vs baseline, Fig. 4), while the HR-HF amplitude of
WKY rats showed an upward trend during the early fixed
stage, and a downward trend during the late fixed stage.
3.3. Striatal DA measurement by in vivo microdialysis and
HPLC-ECD
There was no significant difference in the DA patterns
between the two groups. In both groups, the percentage of
DA increased significantly during the late fixed and early
recovery stages (ANOVA for repeated measures: pb0.01 in
SHR and WKY vs baseline, Fig. 5).
3.4. Respiratory frequency and blood gas analysis
Respiratory frequency increased significantly in SHR and
WKY with development of hypocapnic hypoxia with
respiratory alkalosis during the late fixed stage (Table 1).
4. Discussion
The most interesting finding of this study is that the
cardiac parasympathetic nervous activity of SHR, but notWKY, was inhibited in a sustained manner, as indicated by
the decrease in HR-HF just after the beginning of acute
progressive hypoxia. It is conceivable that the decrease in
parasympathetic activity in SHR contributes markedly to the
persistent increase in HR during all stages and to the transient
elevation in SBP during the descent and early fixed stages,
along with transient accentuation of sympathetic activity.
While it is well known that vagal activity is naturally
diminished in hypertensive humans and animals (Guzzetti
et al., 1988; Friberg et al., 1988, 1989), and that baroreceptor
control of HR is reduced mainly due to the inhibited vagal
component rather than by changes in sympathetic activity
(Head, 1994), how additional stress influences the ANS in
hypertensive animals has not been entirely clarified. Guzzetti
et al. (1988) found that a painful stimulus in essential
hypertensive patients induced a parasympathetic inhibitory
effect along with a sympathomimetic one. Furthermore,
Moriguchi et al. (1992) reported that the performance of
mental arithmetic by essential hypertensive patients de-
creased HR-HF and increased the HR-LF/HF ratio, indicating
sympathetic nervous activation. Consequently, it is believed
that acute stress in hypertensives, regardless of the kind of
stress, inhibits parasympathetic activity, which can become a
significant modifier of the hemodynamic response. Hence,
although acute stress has an initial sympathomimetic effect
followed by a parasympathomimetic effect due to baror-
eceptor reflexes (BR) (Levy and Zieske, 1969), it is suggested
that acute hypoxic stress in hypertensive rats instead triggers
a parasympathetic inhibition as demonstrated in our study.
One possible mechanism for this finding might be that
advanced arteriosclerosis, which is common in hyperten-
sives, makes it difficult for baroreceptors to stretch with BP
elevation (Boddaert et al., 2004; Shimada et al., 1985),
leading to attenuation/inhibition of the parasympathetic
response. Moreover, it is thought that hypoxia itself has a
significant inhibitory effect on BR. Ziegler et al. (1995)
reported that hypoxia impaired BR, as indicated by the
finding that the BR sensitivity (BRS) in humans declined
with inhalation of a gas mixture containing 10% oxygen. The
findings of our study suggest that the BRS of rats, in
particular of SHR, tends to be suppressed by the same
mechanism, as shown by the sustained decrease in HR-HF
even during BP elevation. Recently, it has been noted that
lowering of parasympathetic activity and BRS is indicative of
a poor prognosis in patients with serious heart failure
(Myredal et al., 2005; Mortara et al., 1997). Autonomic
dysfunction, as indicated by the inability to activate effective
vagal reflexes, might be partly linked to the sustained decline
in HR-HF of SHR with progressive hypoxia, in contrast to
WKY, as seen in our study.
On the other hand, SBP of SHR showed a significant
decrease during the late fixed and recovery stages in spite of
the decrease in HR-HF, contrary to WKY, in whom SBP did
not decrease. There are two possible reasons for this
phenomenon in SHR under continued hypoxic stress. One is
the direct inhibitory effect of hypoxia on the cardiovascular
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focus on rostral ventrolateral medulla (RVLM) reticulosp-
inal sympathoexcitatory vasomotor neurons, particularly in
SHR (Sun and Reis, 1994; Koganezawa and Terui, 2007).
Regarding the former, there are some reports that a fall in BP
is induced by systemic hypoxia, which provokes direct
vasodilation and cardiodepression (Marshall and Metcalfe,
1988; Hirakawa et al., 1997). Marshall and Metcalfe (1988)
proved that the change resulted from direct inhibition of the
cardiovascular system by hypoxia, but not via the ANS,
since autonomic blocking agents did not prevent this
reaction. The biochemical mechanisms for these changes
due to hypoxia are probably adenosine-induced vasodila-
tion, adenosine being a by-product of ATP degradation, and
the effect of nitric oxide released from vascular endothelial
cells, in addition to inhibition of myocardial contractility by
ATP depletion (Mian and Marshall, 1995; Jernigan et al.,
2004). Myocardial depression and vasodilation of skeletal
muscles have also been attributed to elevated serum
potassium levels through activation of ATP-sensitive K+
channels (Marshall et al., 1993). Irrespective of the
mechanism, it is thought that weakened contractile
responses of the myocardium and vessels resulting from
hypoxia cause the transition from transient elevation to
continued lowering of SBP in SHR in the early fixed stage.
In addition, it is suggested that the inherent arteriosclerotic
inelasticity of vessels in SHR also prolongs the decrease in
SBP, even after relief from hypoxic stress, because
arteriosclerosis has been shown to bring about weakening
of sympathetically mediated vasoconstriction (Boddaert
et al., 2004).
Hypoxia also directly inhibits the cerebral vasomotor
center as well as the peripheral cardiovascular system in
SHR (Sun and Reis, 1994; Koganezawa and Terui, 2007).
Sun and Reis (1994) reported that RVLM reticulospinal
sympathoexcitatory vasomotor neurons might be selectively
and directly stimulated by hypoxia in chemodeafferented
rats, in addition to mediation of sympathoexcitation
associated with arterial chemoreceptor stimulation. In the
latest finding, Koganezawa and Terui (2007), using
anesthetized and vagotomized rabbits, found that there
were three groups of barosensitive reticulospinal neurons in
the RVLM, differentiated according to their responses to
hypoxic stimulation. The authors also reported that one
group of the neurons showed inhibitory responses to
hypoxic gas (3% O2–97% N2) inhalation for 1 min while
other groups did not. Taken together, hypoxic stress could
directly depress the RVLM reticulospinal sympathoexcita-
tory vasomotor neurons, although the output might show a
biphasic alteration under experimental conditions. Recently,
it has also been proposed that premotor neurons for the
cardiac sympathetic nerve are located in the raphe nucleus,
these being suggested to convey information from the
hypothalamus to the spinal cord independent of the
baroreceptor reflex (Cao and Marisson, 2003; Cao et al.,
2004). On the other hand, it has also been reported that mostneurons in the brain exposed to hypoxic stress reduce their
metabolic requirements by decreasing their activity and
thereby adapt to the harsh environment (Neubauer and
Sunderram, 2004). Consequently, as shown by the disap-
pearance of the increase in SBP-LF during the late fixed
stage, it is thought that inhibition of sympathetic activity in
efferent neurons is another factor contributing to the
decrease in SBP. As far as we know, no studies have
attempted to clarify the differences in the circulatory center
responses to acute progressive hypoxic stress between SHR
and WKY. Our results show that the differences in the
responses of the two types of rats are influenced by CNS-
mediated effects such as inherent sympathetic hyperactivity
in SHR themselves (Fig. 3), the greater magnitude of the
sympathetic response in WKY during the early hypoxic
stage (Fig. 3), and contrasting parasympathetic responses
between the two types of rats during all stages (Fig. 4).
We are unable to disregard the influence of hypocapnia in
our study. Hirakawa andMurasato (1997) andMurasato et al.
(1998) reported that parasympathetic nerve activity is
changed in parallel with PaCO2 under hypoxic stress
(FIO2=0.1), after 30 min of the hypoxic insult. In addition,
they also showed that the phenomenon is blocked by pre-
treatment with atropine sulfate, showing that the HR-HF
component reflects parasympathetic nervous system activity.
On the basis of the above findings, we carried out our study in
SHR under acute progressive hypoxia for 20 min, and
observed that cardiac parasympathetic activity in SHR was
significantly inhibited by hypoxia during all stages, as shown
by the decrease in HR-HF. We believe that hypocapnia is a
modifier of this finding, particularly in SHR. It is thought that
involvement of hypocapnia in ANS activity progresses with
time, resulting in the decrease of HR-HF in SHR and its
downward tendency in WKY. This mechanism is thought to
be the dominant cause of continuance of tachycardia during
the late hypoxic phase.
We measured striatal DA as an index of hypoxic stress in
the CNS because the increase of extracellular DA, especially in
the striatum and the hippocampus, that occurs in oxygen-
deprived conditions is known to have harmful influences,
including abetment of irreversible neural death (Nakajima
et al., 1996; Busto et al., 1985; Globus et al., 1988; Globus
et al., 1987; Masuda and Ito, 1993; Hedner and Lundborg,
1979). Increase of DA could lead to motor disturbances,
behavioral abnormalities and learning disabilities over the long
run (Gross et al., 1986; Erinoff et al., 1979; Hagberg et al.,
1981). Striatal DA levels in this study showed a transient
increase in both types of rats from the late fixed to the early
recovery stages, returning to baseline after withdrawal of the
hypoxic stress. Hence, in our study protocol, hypoxia was
unlikely to have increased the DA level by destruction of DA
neurons, since the DA dynamics showed reversible changes.
Instead, it is thought that the increased DA levels were mainly
caused by persistence of DA due to decreased reuptake
resulting from weakening of DA transporter activity (Naka-
jima et al., 1996; Orset et al., 2005) and decreased degradation
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1996). In addition, Sutoo et al. (1989, 1993) and Sutoo and
Akiyama (2002) reported that changes in serum calcium
kinetics due to stress, such as cold stimulation, electric shock
and psychophobia, have an influence on the regulation of DA
levels in the striatal body and nucleus accumbens. Based on
this finding, we conducted our present study to assess the
regulation of striatal DA levels through changes in serum
calcium kinetics resulting from acute hypoxic stress. However,
it is too early to draw any conclusions regarding the linkage
between striatal DA levels andANS activity because the serum
calcium level was not measured. Further studies are required to
fully elucidate the linkage.
In the present study, we performed power spectral
analyses of HR and SBP variabilities using the WT method
(Fluclet™) because of its high time resolution, in addition to
its being easier to perform and less invasive. (Akselrod et al.,
1981; Kochs et al., 2001; Suzuki et al., 2003; Pichot et al.,
1999; Ivanov et al., 1996). This method has been considered
to provide markedly better quantitative analysis of cardio-
vascular variability than the fast Fourier transform (FFT)
during autonomic nervous adaptations induced by external
agents or some sort of stress with two main advantages. First,
WT allows a temporally localized sliding analysis of signals
using a known function that is called the mother wavelet.
When the balance of the autonomic nervous equilibrium is
instantaneously modified in clinical situations, such as acute
progressive hypoxia, the WT method can be used to assess
the status of HR and BP variabilities at any time point.
Second, the shape of the WT analysis equation differs from
the fixed sinusoidal shape of FFT, and can be customized to
fit the shape of the analyzed signal, allowing a better
quantitative measurement (Appendix A). These features
allow for high time resolution and applicability to non-
stationary data, which are needed for accurate autonomic
assessment under conditions of acute progressive hypoxia.
In conclusion, our study demonstrates the time course of
changes in the ANS and cardiovascular functions in
conscious SHR and WKY during acute progressive hypoxia.
Our results suggest that acute hypoxic stress in SHR inhibits
cardiac parasympathetic activity, probably through reduction
of baroreceptor sensitivity itself. This phenomenon might
result in a marked change in circulation, particularly in HR
and the suppression of circulatory autoregulatory mechan-
isms. On the other hand, striatal DA levels that could have
harmful influences on the CNS in oxygen-deprived condi-
tions showed a transient increase in SHR and WKY, the
levels of increases being similar in both groups.
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Appendix A
Analysis of heart rate and blood pressure variability
We utilized the Fluclet software (Dainippon Sumitomo
Pharma Co., Ltd, Osaka, Japan.) for the continuous WT to
study the dynamic variation of autonomic nervous activity in
rats, exploring heart rate and blood pressure variability over
very short time intervals. WT searches the nature of signals
by adapting the function ψ (t), which is called the mother
(basic or analyzing) wavelet, and which localizes in both
time and frequency domain. A mother wavelet slides along
the time direction, and contracts or stretches in the high or
low frequency region, respectively. So, continuous WT is
defined by the following equation:
Wf ; bð Þ ¼
Z l
l
1ﬃﬃﬃﬃﬃﬃjjp w
t  b
α
 
f tð Þdt ð1Þ
where b is a time shift parameter, α is a scale parameter of
elasticity, with 1/α corresponding to frequency, f(t) is an input
signal, the symbol − indicates complex conjugates, and W is
called the wavelet coefficient. Moreover, with WT it is
possible to obtain 3-dimensional- or contour-plots by plotting
W for the pair of parameters (b, 1 /α). This plot is useful for
observing changes in dominant frequency ranges with time.
Gabor's wavelet was used as the mother wavelet in this
fluctuation analysis (Akay, 1995). This wavelet is believed to
be suitable for frequency analysis according to the equation:
w tð Þ ¼ 1
2
ﬃﬃﬃﬃﬃ
pr
p e t
2
r2e1t ð2Þ
where σ is a positive constant. The absolute value ofWf (α, b)
is regarded as the potency at time b and scale α, as in FFT. The
relationship between the scale α and the real (local) frequency
f is f = f0 /α, where f0 is the central frequency of the mother
wavelet. For Gabor's wavelet, f0=1 / (2π) atσ=8was obtained
by applying Fourier transformation to formula (II). Formula (I)
was digitalized for computer processing. This digitalization
was noted as being different from the discrete WT. In
digitalized continuous WT, 100 mother wavelets were con-
structed to obtain one periodogram. The RR intervals extracted
from a continuous electrocardiogram record were interpolated
every 100 ms by a cubic spline. The digitalized Eq. (1) was
evaluated at different values of time shift b, successively
shifting over 100 ms, or one interpolated pseudo-sample for
each subsequent evaluation, and the periodogram was
obtained using the absolute value of wavelet coefficients.
The resolution of overlapped frequency components was
applied to the periodograms to estimate the number and peak
of overlapped components in the periodogram. LF (low
frequency) and HF (high frequency) components were defined
102 M. Sugimura et al. / Autonomic Neuroscience: Basic and Clinical 141 (2008) 94–103as the resolved components whose peaks were within the
following ranges: 0.27–0.74 Hz and 0.74–2.00 Hz, respec-
tively. In the present study, the spectral components HR-HF
were produced for every 5-second interval with the continuous
WT, and the SBP-LF was also calculated. SBP-LF gives
mainly an estimate of sympathetic activitywith some influence
from the vagal nervous system; HR-HF reflects solely vagal
activity (Akselrod et al., 1981; Pagani et al., 1986; Pomeranz
et al., 1985; Tan et al., 2003).
References
Akay, M., 1995. Introduction: wavelet transforms in biomedical engineer-
ing. Ann. Biomed. Eng. 23, 529–530.
Akselrod, S., Gordon, D., Ubel, F.A., Shannon, D.C., Berger, A.C., Cohen,
R.J., 1981. Power spectrum analysis of heart rate fluctuation: a
quantitative probe of beat-to-beat cardiovascular control. Science 213,
220–222.
Banasiak, K.J., Xia, Y., Haddad, G.G., 2000. Mechanisms underlying
hypoxia-induced neuronal apoptosis. Prog. Neurobiol. 62, 215–249.
Baujard, C., Ponchon, P., Elghozi, J.L., 1996. Effects of graded hemorrhage
on short-term variability of blood pressure in conscious rats. Fundam.
Clin. Pharmacol. 10, 511–517.
Boddaert, J., Tamim, H., Verny, M., Belmin, J., 2004. Arterial stiffness is
associated with orthostatic hypotension in elderly subjects with history
of falls. J. Am. Geriatr. Soc. 52, 568–572.
Brown, D.R., Brown, L.V., Patwardhan, A., Randall, D.C., 1994.
Sympathetic activity and blood pressure are tightly coupled at 0.4 Hz
in conscious rats. Am. J. Physiol. 267, R1378–1384.
Busto, R., Harik, S.I., Yoshida, S., Scheinberg, P., Ginsberg, M.D., 1985.
Cerebral norepinephrine depletion enhances recovery after brain
ischemia. Ann. Neurol. 18, 329–336.
Cao, W.H., Morrison, S.F., 2003. Disinhibition of rostral raphe pallidus
neurons increases cardiac sympathetic nerve activity and heart rate.
Brain Res. 980, 1–10.
Cao, W.H., Fan, W., Morrison, S.F., 2004. Medullary pathways mediating
specific sympathetic responses to activation of dorsomedial hypothala-
mus. Neuroscience 126, 229–240.
Cerutti, C., Gustin, M.P., Paultre, C.Z., Lo, M., Julien, C., Vincent, M.,
Sassard, J., 1991. Autonomic nervous system and cardiovascular
variability in rats: a spectral analysis approach. Am. J. Physiol. 261,
H1292–H1299.
Erinoff, L., MacPhail, R.C., Heller, A., Seiden, L.S., 1979. Age-dependent
effects of 6-hydroxydopamine on locomotor activity in the rat. Brain
Res. 164, 195–205.
Friberg, P., Karlsson, B., Nordlander, M., 1988. Sympathetic and
parasympathetic influence on blood pressure and heart rate variability
in Wistar–Kyoto and spontaneously hypertensive rats. J. Hypertens.
Suppl. 6, S58–60.
Friberg, P., Karlsson, B., Nordlander, M., 1989. Autonomic control of the
diurnal variation in arterial blood pressure and heart rate in
spontaneously hypertensive and Wistar–Kyoto rats. J. Hypertens. 7,
799–807.
Globus, M.Y., Busto, R., Dietrich, W.D., Martinez, E., Valdes, I., Ginsberg,
M.D., 1988. Effect of ischemia on the in vivo release of striatal
dopamine, glutamate, and gamma-aminobutyric acid studied by
intracerebral microdialysis. J. Neurochem. 51, 1455–1464.
Fukuda, Y., Sato, A., Suzuki, A., Trzebski, A., 1989. Autonomic nerve and
cardiovascular responses to changing blood oxygen and carbon dioxide
levels in the rat. J. Auton. Nerv. Syst. 28, 61–74.
Guzzetti, S., Piccaluga, E., Casati, R., Cerutti, S., Lombardi, F., Pagani, M.,
Malliani, A., 1988. Sympathetic predominance in essential hypertension: a
study employing spectral analysis of heart rate variability. J. Hypertens. 6,
711–717.Hagberg, B., Hagberg, G., Lewerth, A., Lindberg, U., 1981. Mild mental
retardation in Swedish school children. II. Etiologic and pathogenetic
aspects. Acta. Paediatr. Scand. 70, 445–452.
Hayano, J., Sakakibara, Y., Yamada, A., Yamada, M., Mukai, S., Fujinami,
T., Yokoyama, K., Watanabe, Y., Takata, K., 1991. Accuracy of
assessment of cardiac vagal tone by heart rate variability in normal
subjects. Am. J. Cardiol. 67, 199–204.
Hayano, J., Mukai, S., Sakakibara, M., Okada, A., Takata, K., Fujinami, T.,
1994. Effects of respiratory interval on vagal modulation of heart rate.
Am. J. Physiol. 267, H33–40.
Head, G.A., 1994. Cardiac baroreflexes and hypertension. Clin. Exp.
Pharmacol. Physiol. 21, 791–802.
Hedner, T., Lundborg, P., 1979. Regional changes in monoamine synthesis
in the developing rat brain during hypoxia. Acta. Physiol. Scand. 106,
139–143.
Hirakawa, H., Nakamura, T., Hayashida, Y., 1997. Effect of carbon dioxide
on autonomic cardiovascular responses to systemic hypoxia in conscious
rats. Am. J. Physiol. 273, R747–754.
Ivanov, P.C., Roseblum,M.G., Peng,C.K.,Mietus, J., Havlin, S., Stanley, H.E.,
Goldberger, A.L., 1996. Scaling behaviour of heartbeat intervals obtained
by wavelet-based time-series analysis. Nature 383, 323–327.
Japundzic, N., Grichois, M.L., Zitoun, P., Laude, D., Elghozi, J.L., 1990.
Spectral analysis of blood pressure and heart rate in conscious rats:
effects of autonomic blockers. J. Auton. Nerv. Syst. 30, 91–100.
Jernigan, N.L., Resta, T.C., Walker, B.R., 2004. Contribution of oxygen
radicals to altered NO-dependent pulmonary vasodilation in acute and
chronic hypoxia. Am. J. Physiol. Lung. Cell. Mol. Physiol. 286,
L947–955.
Kawaguchi, T., Tsubone, H., Hori, M., Ozaki, H., Kuwahara, M., 2005.
Cardiovascular and autonomic nervous functions during acclimatization
to hypoxia in conscious rats. Auton. Neurosci. 117, 97–104.
Kochs, E., Stockmanns, G., Thornton, C., Nahm, W., Kalkman, C.J., 2001.
Wavelet analysis of middle latency auditory evoked responses:
calculation of an index for detection of awareness during propofol
administration. Anesthesiology 95, 1141–1150.
Koganezawa, T., Terui, N., 2007. Differential responsiveness of RVLM
sympathetic premotor neurons to hypoxia in rabbits. Am. J. Physiol.
Heart. Circ. Physiol. 292, H408–414.
Levy, M.N., Zieske, H., 1969. Autonomic control of cardiac pacemaker
activity and trioventricular transmission. J Appl Physiol. 27, 465–470.
Lun, A., Gross, J., Beyer, M., Fischer, H.D., Wustmann, C., Schmidt, J.,
Hecht, K., 1986. The vulnerable period of perinatal hypoxia with regard
to dopamine release and behaviour in adult rats. Biomed. Biochim. Acta.
45, 619–627.
Marshall, J.M., Metcalfe, J.D., 1988. Analysis of the cardiovascular changes
induced in the rat by graded levels of systemic hypoxia. J. Physiol. 407,
H385–403.
Marshall, J.M., Thomas, T., Turner, L., 1993. A link between adenosine,
ATP-sensitive K+ channels, potassium and muscle vasodilation in the rat
in systemic hypoxia. J. Physiol. 472, 1–9.
Masuda, Y., Ito, Y., 1993. Differential damage by hypoxia to dopamine and
serotonin nerve terminals. Biochem. Biophys. Res. Commun. 28,
261–267.
Mian, R., Marshall, J.M., 1995. The role of adenosine in mediating
vasodilatation in mesenteric circulation of the rat in acute and chronic
hypoxia. J. Physiol. 489, 225–234.
Moriguchi, A., Otsuka, A., Kohara, K., Mikami, H., Katahira, K.,
Tsunetoshi, T., Higashimori, K., Ohishi, M., Yo, Y., Ogihara, T., 1992.
Spectral change in heart rate variability in response to mental arithmetic
before and after the beta-adrenoceptor blocker, carteolol. Clin. Auton.
Res. 2, 267–270.
Mortara, A., La Rovere, M.T., Pinna, G.D., Parziale, P., Maestri, R.,
Capomolla, S., Opasich, C., Cobelli, F., Tavazzi, L., 1997. Depressed
arterial baroreflex sensitivity and not reduced heart rate variability
identifies patients with chronic heart failure and nonsustained ventricular
tachycardia: the effect of high ventricular filling pressure. Am. Heart. J.
134, 879–888.
103M. Sugimura et al. / Autonomic Neuroscience: Basic and Clinical 141 (2008) 94–103Murasato, Y., Hirakawa, H., Harada, Y., Nakamura, T., Hayashida, Y., 1998.
Effects of systemic hypoxia on R–R interval and blood pressure
variabilities in conscious rats. Am. J. Physiol. 275, H797–804.
Myredal, A., Gao, S., Friberg, P., Jensen, G., Larsson, L., Johansson, M.,
2005. Increased myocardial repolarization lability and reduced cardiac
baroreflex sensitivity in individuals with high-normal blood pressure.
J. Hypertens. 23, 1751–1756.
Nagai, R., Nagata, S., Fukuya, F., Higaki, J., Rakugi, H., Ogihara, T., 2003.
Changes in autonomic activity and baroreflex sensitivity with the
hypertension process and age in rats. Clin. Exp. Pharmacol. Physiol. 30,
419–425.
Nakajima, W., Ishida, A., Takada, G., 1996. Effect of anoxia on striatal
monoamine metabolism in immature rat brain compared with that of
hypoxia: an in vivo microdialysis study. Brain Res. 740, 316–322.
Neubauer, A.J., Sunderram, J., 2004. Oxygen-sensing neurons in the central
nervous system. J. Appl. Physiol. 96, 367–374.
Orset, C., Parrot, S., Sauvinet, V., Cottet-Emard, J.M., Berod, A., Pequignot,
J.M., Denoroy, L., 2005. Dopamine transporters are involved in the
onset of hypoxia-induced dopamine efflux in striatum as revealed by in
vivo microdialysis. Neurochem. Int. 46, 623–633.
Pagani, M., Lombardi, F., Guzzetti, S., Rimoldi, O., Furlan, R., Pizzinelli, P.,
Sandrone, G., Malfatto, G., Dell'Orto, S., Piccaluga, E., Turiel, M.,
Basselli, G., Cerutti, S., Malliani, A., 1986. Power spectral analysis of
heart rate and arterial pressure variabilities as a marker of sympatho-
vagal interaction in man and conscious dog. Circ. Res. 59, 178–193.
Paxinos, G., Watson, C., 1986. The Rat Brain in Stereotaxic Coordinates,
2nd edition. Academic Press, New York, pp. 14–15.
Pichot, V., Gaspoz, J.M., Molliex, S., Antoniadis, A., Busso, T., Roche, F.,
Costes, F., Quintin, L., Lacour, J.R., Barthelemy, J.C., 1999. Wavelet
transform to quantify heart rate variability and to assess its instantaneous
changes. J. Appl. Physiol. 86, 1081–1091.
Pomeranz, B., Macaulay, R.J., Caudill, M.A., Kutz, I., Adam, D., Gordon,
D., Kilborn, K.M., Barger, A.C., Shannon, D.C., Cohen, R.J., Benson,
H., 1985. Assessment of autonomic function in humans by heart rate
spectral analysis. Am. J. Physiol. 248, H151–153.
Shimada, K., Kitazumi, T., Sadakane, N., Ogura, H., Ozawa, T., 1985. Age-
related changes of baroreflex function, plasma norepinephrine, and
blood pressure. Hypertension 7, 113–117.Smith, M.L., Auer, R.N., Siesjö, B.K., 1984. The density and distribution of
ischemic brain injury in the rat following 2–10 min of forebrain
ischemia. Acta. Neuropathol. 64, 319–332.
Sugimura, M., Hirose, Y., Hanamoto, H., Okada, K., Boku, A., Niwa, H.,
2006. The influence of acute progressive hypoxia on heart rate and blood
pressure variability in conscious rats-analysis by the wavelet method.
J. Jpn. Dent. Soc. Anesthesiol. 34, 15–22.
Sun, M.K., Reis, D.J., 1994. Hypoxia selectively excites vasomotor neurons
of rostral ventrolateral medulla in rats. Am. J. Physiol. 266, R245–256.
Sutoo, D., Akiyama, K., 2002. Neurochemical changes in mice following
physical or psychological stress exposures. Behav. Brain Res. 134,
347–354.
Sutoo, D., Akiyama, K., Geffard, M., 1989. Central dopamine-synthesis
regulation by the calcium-calmodulin-dependent system. Brain Res.
Bull. 22, 565–569.
Sutoo, D., Akiyama, K., Matsukura, T., Nakamoto, R.K., 1993. Decrease of
central dopamine level in the adult spontaneously hypertensive rats
related to the calcium metabolism disorder. Brain Res. Bull. 30,
107–113.
Suzuki, M., Hori, S., Nakamura, I., Nagata, S., Tomita, Y., Aikawa, N.,
2003. Role of vagal control in vasovagal syncope. Pacing Clin.
Electrophysiol. 26, 571–578.
Tan, B.H., Shimizu, H., Hiromoto, K., Furukawa, Y., Ohyanagi, M.,
Iwasaki, T., 2003. Wavelet transform analysis of heart rate variability to
assess the autonomic changes associated with spontaneous coronary
spasm of variant angina. J. Electrocardiol. 36, 117–124.
Tuor, U.I., Hudzik, T.J., Malisza, K., Sydserff, S., Kozlowski, P., Del Bigio,
M.R., 2001. Long-term deficits following cerebral hypoxia-ischemia in
four-week-old rats: correspondence between behavioral, histological,
and magnetic resonance imaging assessments. Exp. Neurol. 167,
272–281.
Ziegler, M.G., Nelesen, R.A., Mills, P.J., Ancoli-Israel, S., Clausen, J.L.,
Watkins, L., Dimsdale, J.E., 1995. The effect of hypoxia on baroreflexes
and pressor sensitivity in sleep apnea and hypertension. Sleep 18,
859–865.
